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ASSAY FOR THE SECRETED ALKALINE PHOSPHATASE (SEAP) 

From the 48-hour cotransf ected cell cultures, remove 250 yl of each culture 
supernatant and transfer into Eppendorf tubes. To be on the safe side 
maintain the cultures at 37°C until satisfactory data have been obtained 
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(Seap is stable at 65°C) . faM^lMYW- <xkc )AacXU*& W^^vew^ pKc^^Q^ 
3> - Centrifuge for 2 minutes at room temperature in a Microfuge. 

4> - Transfer 'Surpernatants to new Eppendorf tubes. At this stage, samples may 
be stored at -20°C indef inately . 

5> - In an Eppendorf tube, add 100 yl of 2 *-Seap-bu^, f er to 100 ul of sample. 
£§^Zero-standard..makejL^^ sample with 

.gater. Mix on a Vortex. " - — ■— — " 

6> - Transfer the contents of each tube to a well of a flat bottom 
microti terplate. Avoid creating air bubbles. 

7> - Incubate plate at 37°C for 10 - 15 minutes. 

8> - During this incubation make up the p-nitrophenylphosphate solution (Seap 
enzyme substrate) and prewarm it at 37°C for 5 minutes. 

9>- Add 20 \l of the substrate solution to each well, preferably using a 
multipipetter . 

10>- Using an ELISA microplato^reader with an automatic shaker and incubator 
unit, measure the OD at(^05^nm at regular intervals (e.g. every 5 minutes) 
over 60 minutes while the plate is being incubated at 37°C. (Program a 5- 
seconde shaking before any reading). 

11>- Calculate the levels of Seap activity at a point on the curve when the 
changes in OD are linear with respect to time (e.g. at 15 - 30 minutes). 

************ * ************ %4t » • 

Buffer and Chemicals 

2 x Seap Buffer (for 50 ml) 

Amount Stock Final Cone. 

10.51 g* diethanolamine (100% sol.) 2 M 

50 ul 1 M MgCl 2 1 mM 

226 mg L-homoarginine 20 mM 

(*) Weigh exactly 10.51 g of dlethanolamlne m a tared beacker. Add distilled water up to 45 ml. Stir to 
homogenize. Add 50 ul of 1 M MgC12 while stirring. In a separate 15-ml conical tube, dissolve 226 mg of L- 
homoarg1nine in 2-3 ml of distilled water. Add the solution to diethanolamlne/MgC12 solution under constant 
stirring. Bring up to 50 ml. 

120 mM p-nitrophenylphosphate is made in 1 x Seap buffer (fresh). 
Amount G (mg) = (120 mM x 371.12 x vol)/1000 
Where: vol = V(# wells x 20 ul) ♦ 100 ul extra7/f*tfO 
* Make the solution in 1 x Seap buffer (make fresh) 

For 51 wells of the mi crop Tate (48 samples + 3 blanks), dissolve 50 mg p-n1trophenyl phosphate in 1.120 ml of 
1 x Seap buffer. r f i 

Chemicals 

Name Cat No Storage 

..Diethanolamine _IElnka) 3 1 589 -Jiopm T 

L-homoarginine hydrochloride (Sigma) H-1007 4°C 

p-nitrophenylphosphate* (Fluka) 71768 4°C 

(*) Also known as 4-nitrophenyl phosphate di sodium salt hexahydrate 
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SEAP ASSAY SHEET 



I - Assay Title: 



Assay 



Date # 




*Test Compounds: ^ftftf / £ MoQtf^/fc 



Investigator's Name: 



*Concentrations : 




II - DNA Transf ection: Ratio (2:1) HlV/SEAP:pcTAT 
*HIV/Seap: ug/well = f (jJD m£ From °^^tock: #-2.^* 



*pcTAT: 0 ^ ug/well 
*Total DNA (ug) = /t/ 



= #v0^ = = = » From ^) v^B^ s tock: fz^^ A 



* Vol. falM*** ' = Total DNA x 6 = >> 

* Vol. 150 mM NaCl = Ctiif&J-,'* ( u i) / 0.6 = >¥o 




SALT 



* Trans feet ion cocktail (ul)/ well: 




m. Linbro« 24 flat bottom well of 17 mm 
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Figure B(l) 
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Inhibition of NDGA derivatives on SEAP assay 
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Figure B(2) 
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Inhibition of NDGA derivatives (20 uM) on SEAP assay 
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